In re Application of: 


HEATH, et al. h 
Serial No.: 08/699,716 ^Z$jmf^ 
Filed: 27 August 1996 
For: Recombinant F 1 -V Plague Vaccine 


IN THE UNITE 



ffi^RATENT AND TRADEMARK OFFICE 


Art Unit: 1645 


Examiner: Duffy, Patricia Ann 
Atty.Dckt: 003/029/SAP 


AFFIDAVIT OF SUSAN L. WELKOS 


1. I, Susan L. Welkos, an inventor of the above-referenced application and resident of 
Frederick, MD, declare the following: 

2. My curriculum vitae is attached. 

3. Arthur M. Friedlander, David G. Heath, George W. Anderson, Jr. and I are joint inventors of 
the subject matter disclosed in the above-referenced application. 

4. Exhibit SW1 (DH5) is from my personal notebook which contains my notes on Army Plague 
Vaccine Group meetings. 

5. Exhibit SW2 (DH8) is from my personal notebook which contains my notes on Army Plague 
Vaccine Group meetings. 

6. Exhibit SW3 (AF2) is from my personal notebook which contains my notes on Army Plague 
Vaccine Group meetings. 

7. Exhibit SW4 (AF4) is from my personal notebook which contains my notes on Army Plague 
Vaccine Group meetings. 

8. Exhibit SW5 (DH6B) is from my personal notebook which contains my notes on Army 
Plague Vaccine Group meetings. 

9. The Yersinia pestis strains C12 and C092 for all the challenge studies conducted by George 
W. Anderson, Jr. were provided by me. 

10. From [redacted date which is before 13 March 1996] to at least December 1996, 1 conducted 
research and development on a plague vaccine comprising a Fl-V fusion protein as an 
immunogen as part of the Army Plague Vaccine Group, including: 


a. Developed murine models and nonhuman primate (NHP) models for plague 
vaccine challenge protocols. 

b. Maintained stock cultures of the virulent challenge strains Y. pestis, C092 and 
CI2, used in testing the protective efficacy of the Fl-V fusion proteins (Fl-V 
partial and Fl-V whole). 

c. Cultured samples from Y. /?&srts-challenged animals to detect evidence of 
infection, e.g. bacteremia and thus to determine whether vaccination led to sterile 


11. Since before 13 March 1996 to 27 August 1996 and thereafter, I prepared various Y. pestis, 


immunity. 
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BEST AVAILABLE COPY 


C092 and CI 2, challenge preparations for use in experiments studying the efficacy of plague 
vaccines including Fl-V fusion proteins, such as: 

a. The long term efficacy studies conducted by Anderson. See Exhibit SW6. 

b. Inocula of Y. pestis, C092 or CI 2, for aerosol challenge of mice vaccinated with 
either Fl-V protein or a mixture of Fl + V or Plague USP vaccine on about 5 July 
1996 as evidenced by pages 135 to 136 of Anderson's notebook #3739. See 
Exhibit SW7 (GA18). 

c. Inocula of Y. pestis, C092 and CI 2, for aerosol challenge of mice vaccinated with 
either Fl-V whole or a mixture of Fl + V on about 5 December 1996. See 
Exhibit SW8. 

12. 1 have reviewed and analyzed the Titball patent and the three priority documents, UK 
9505059, UK 9518946, and UK 9524825, and PCT/GB96/00571. 

13. It is my opinion that prior to 13 March 1996, the filing date of PCT/GB96/00571, the 

inventors of the Titball patent had not conceived and/or reduced to practice a plague vaccine 
comprising purified Fl antigen fused to all or part of V antigen as nowhere do UK 9505059, 
UK 9518946, and UK 9524825 disclose isolating or purifying a protein comprising Fl 
antigen fused to all or part of V antigen from the host cell and other cellular components 
and/or administering a purified protein comprising Fl antigen fused to all or part of V 
antigen to a subject. 

a. In fact, UK 95 1 8946 is the first disclosure indicating a genetic vaccine or how a 
host organism may be transfected with DNA for Fl antigen and V antigen to 
result in a live vaccine, i.e. an attenuated host organism (such as Salmonella) 
which produces the antigen when administered to a subject. 

b. As described in UK 95 1 8946, the genetic vaccine or the live vaccine is 
administered to a subject such that the protein/antigen of interest is then produced 
in the subject. 

c. UK 95 1 8946 does not describe isolating the protein/antigen of interest from the 
host organism and purifying the protein/antigen of interest from other cellular 
components prior to administration to a subject. 

d. The genetic vaccine or live vaccine described in UK 95 1 8946 is not a purified 
protein comprising Fl antigen fused to all or part of V antigen which is isolated 
and purified from cells and other cellular components as claimed in the above- 
referenced application. 

14. 1 have reviewed and analyzed the experiments and data of the Army Plague Vaccine Group 
and it is my opinion that the Army Plague Vaccine Group: 

a. Conceived of a fusion protein comprising Fl antigen fused to part of V by at least 
[redacted date which is before 13 March 1996]. 

b. Conceived of a fusion protein comprising Fl antigen fused to all of V by at least 
[redacted date which is before 13 March 1996]. 

c. Conceived of and reduced to practice a purified fusion protein comprising Fl 
antigen fused to part of V by at least [redacted date which is before 13 March 1996]. 


2 


d. Conceived of and reduced to practice a purified fusion protein comprising Fl 
antigen fused to all of V by at least [redacted date which is before 13 March 1996]. 

e. Conceived of and reduced to practice a vaccine against plague comprising a 
purified fusion protein comprising Fl antigen fused to part of V by at least 
[redacted date which is before 13 March 1996]. 

f. Conceived of and reduced to practice a vaccine against plague comprising a 
purified fusion protein comprising Fl antigen fused to all of V by at least 
[redacted date which is before 13 March 1996]. 


15.1 declare that all statements made herein of my own knowledge are believed to be true, and 
further that these statements were made with the knowledge that willful false statements and 
the like so made are punishable by fine or imprisonment, or both, under §1001 of Title 18 of 
the United States Code, and that such willful false statements may jeopardize the validity of 
the application, any patent issuing thereon, or any patent to which this verified statement is 
directed. 




Susan L. Welkos 
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Exhibit SW6 

¥ cc:Mail for: Dr. Susan Welkos 


Subject: Re[2]: Mouse weights for ^grgsoMyj^^ 
From: LTC George Anderson 2/23/96 1:34 PM 
To: Dr. Susan Welkos 


Six months. These mice are part of a longterm challenge exp. Todays challenge 
is at 4 months post immunization. 

0*mmmmmmmmm» 

Subject: Re: Mouse weights for aerosol run 
From: Dr« Susan Welkos 
Date: 2/23/96 11:52 PM 

George - Just for my info,, how old are your mice at the time of these weights? 


Thanks . Sue 


Subject: Mouse weights for aerosol run 
From: LTC George Anderson 
Date: 2/23/96 11:39 AM 

Louise, Us^29^98pas the average weight of the mice in 2 runs (run 6 and 
7) for tR^c5fttft»»i?Wi6 of the challenge on 23Feb96. Range 24.9 - 34.3 giru 


plaque-challenge.sc 2/1/96 2/1/96 
P.I. = MAJ. G. Andrews and LTC George Anderson 

Parenteral challenge of mica with the one challenge dose of C092/C12 : 

Plate counts: ZWM. • 

USUAL CULTURE 

C12 - 1Q Xl0e3/ml = 2 XlPft9 cMdPse [cone. - 2.0 x 10e9/ml] 

f 220 LD508] 

PREACIDIFIED: 

C12 - 13 x1Qe3/ml = 2.6 x10e3 cf u/rinsa [cone. - 2.6 x 10e9/ml] 

f 286 LD508] 


?Bleed: \ 
Plato* £ 

I1JUN96 
ilrum 


Day: C 
Group 

)ay +204 i 
TREATMENT 

26JUN96 : 
F1 TITER 

25JUN96 ■ 
V TITER ■ 
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Plaaue-challenoe.se 7/5/96 


P.I. = LTC George Anderson 
40 mice, C092 - 100 LD50s 
30 mice, C12 - 100 LD50s 

Parenteral challenge of mice w it h coflg/M.a. and cia/M. a 

) 1. Streak 1 slant each with the Master Seed of C092 and C12. 
Incubate 2 days at room temperature. 

2. Harvest by suspending in 4-5 mis of HIB. 

3. Read OD620 of a 1/10 dilution. 

4. Adjust to OP 1.0 

7/5/96 : 

Adjusted ODs and read final ODs on 1/2 dilutions: 
Final OD = 1.064. for C092 
' - 110 for C12 

' C092/M.S.: 

1. Prepare dose 
— -7.SX1 Pt2/ml: 

(1) Add 0.2 ml OD 1 .0 to -L8_mls HIB. 

(2) Add 0^2.1111 (1) to L8_mls HIB. 

(3) Add 0,5 ml of (2) to i^mls HIB. 

(4) Add Q,5 ml of (3) to ^mls HIB. 

(5) Add Q»5 ml of (4) to &£_m\$ HIB. 

(6) Add 4JL_ml of (5) to 3fijnls HIB - - Pipet 10 mis into each of 3 tubes 

m,ce INOCULUM: 1 x 10e3/ml: -200 cfu/dose 

2. Plating: The sample will be diluted in HIB and plated on SBAP: 

Total No. 

8 yP»n*M QsDom dilution no. plates Dla tes 

mice Inoculum 5x10e2/ml undil, 10-1 5 leach 10 

RESULTS : 

7/5/96 doses : 1.4 X 10a3/ m|. 280 efii/HosA ( 140 LDSOs ) 

7/12/99 dQSes : 6.5 x 10ft9/inl. 13Q rf,./H^c» (72 LDSOs ) 

7/18/96 doses : — x 10e?/ml cfu/rfn^ ( LDSOs ^ ^ ^uJy 

' C12/M.S. : 


1 . Adjust slant suspension to OD620 
Prepare dose 
| 2*3 x10e3/ml: 



~- m °: V 6 ) tp Jfijnls HIB (1/4) . . 

■ ■ ;■ 'NOCULUM C, 2 -,00 so LD wM910 c% pjpe , ,„ 

ml? into each of 2 tubes- /• r'Pet l o 
1;X:10e3AnJ; .200 cfu/dose 


4? 


^jskn Ssos^ Tota,No - 

C12 Inoculum Il^/ml 


7/5/96 rincno- 
7/12/Qfi rf»o ft? . 

7/18/Qfi ^ ffffT 


undil. 
1 0- 1 
10-2 


flo J _pJaig§ 
5 

5 '• 

5 


BiStSS 
TOTAL-15 


'if 
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pla9uft.challen0e.scl 2/5/96 
SUBCUTANEOUS CHALLENGES 


Dec. 5. 1996 


P.l.s : MAJ J. Adamovicz, LTC Anderson, COL Friedlander 

Fxperment : To decide whether F1-V or F1+V offers better protection against high dose 
parenteral challenges of C092 and C12. 


No. mice 

50 

35 

35 

50 

50 

50 


Strain 

C092 


Dose fNo. LD50s1 

10e2 

10e3 

10e4 

10e7 

10e8 

10e9 


No. cfu/dose (0.2 m\) No. cfu/ml inoculum 


1.8 
1.8 
1.8 
1.8 
1.8 
1.8 


X 10e2 
x 10e3 
x 10e4 

x 10e7 
x 10e8 
x 10e9 


9-10 
9-10 
9-10 
9-10 
9-10 
9-10 


x 10e2/ml 
x 10e3/ml 
x 10e4/ml 
x 10e7/ml 
x 10e8/ml 
x 10e9/ml 


No. mice Strain Dose fNQ, LPSQsl 

70 C12 10e7 9.1 x 10e7 4.55 x 10e8/ml 

50 " 10e8 9.1 x 10e8 4.55 x 10e9/ml 

50 ■• 10e9 9.1 x 10e9 4.55 x 10e10/ml 


C12 : 

Highest Dose (10e9 LD50s): NEED 4.55 x 10e10/ml - - 

Need OD620 = 23 - 46 [based on an OD620 of 1.0 = 1-2 x 10e9/ml]. 

Volume needed = 25 mis 

1. Streak a combination of 30 TBAB slants/plates with the Master Seed of C12. 

Incubate 3 days at room temperature. 

2. Harvest by suspending each plate or slant in 4 mis of HIB. 

Should have a total of £120 mis cells. 

3. Collect in a GSA bottle. Centrifuge for 8 min. at 8000 rpm. 

4. Suspend the pellet completely in approx. 1/5 the original volume (ie., -24 mis). 

5. Dilute the concentrated suspension 1/10. Read OD620 of a 1/5 and 1/10 dilution of the 
diluted suspension, for final dillutions of 1/100 and 1/50: 

OD 1 /100 . - 

OD 1/50 - 

6. Adjust the concentrated suspension to a final OD = 40.0 [ 35 - 45] in a volume of 24 mis 
HIB. 

FINAL OD 1/100 - 

OD 1/50 - 


7. Pipet 10-mls of the OD 40 suspension to each of 2 tubes. 

9.1 x 103-cfu/dose - 10e9 LD50 INOCULUM 
[4.6 x I01&cfu/ml inoculum] 

8. Prepare the lower doses by diluting the OD 40 suspension: 10e8 and 10e7 LD50s. 

10e8 : Add 2.5 ml OD 40 to 2Z£_mls HIB. 

Transfer 10 mis of Tube (1) to each of 2 tubes, for the inoculum: 


INOCULUM [10»LD50s] - [9.1x1Q8/dose; 4.6 x KWml] 


10e7 : Add 2.5 ml of 10e8 tube to 22.5 mis HIB. 

Transfer 10 mis of the dilution to each of 2 tubes, for the inoculum: 
INOCULUM 1107 LD50s] - [9.1x1 07/dose; 4.6 x 108/ml] 


9. Dilute further and plate dilutions on SBAP: 

(1) Add OJLmi of Iflfil Inoculum to 1.8 mis HIB 

(2) Add 0 i 2_jnJ of (1) to L8_mls HIB. 

(3) Add 0.2 ml of (2) to 1.8 mis HIB. 

(4) Add Q.gjiil of (3) to ;L8mls HIB. 

(5) Add 0.2 ml of (4) to 1.8 mis HIB. 

(6) Add a-2_jml of (5) to ;L8_mls HIB. 

(7) Add 0.2 ml of (6) to L8_mls HIB. 


10. Plated on SBAP: 5(3), 6(3), 7(3) 

1 2/ 9/ 96 : RESULTS 
-5 = 
-6 = 

-7 = x 10e10/ml - 

SUBCUTANEOUS 

strain target no. LD50s fno cful no. cfu/oftse final no, LDSQs 

C12 109 [9.1 x 109 C fu] 



Highest Dose (10e9 LD50s): NEED 10 x 10e9ml - • 

Need OD620 = 1Q (based on an OD620 of 1.0 = 1-2 x 10e9/ml]. 

Volume needed = 25 mis 


Streak 10 TBAB slants with the Master Seed of C092. 

Incubate 3 days at room temperature. 
Harvest by suspending each slant in 4 mis of HIB. 

Should have a total of ^40 mis cells. 
Collect in a GSA bottle. Centrifuge for 8 mmrat-BQQO rpr 
Suspend the pellet completely in approx(^25 mis HIE 

Dilute the concentrated suspension l/IO.^Read-ODt^O of a 1/5 and 1/10 dilution of 


2. 

3. 
4. 
5. 

diluted suspension, for final dillutions of 1/100 and 
QD 1/100 - ft* MS — 11. S" 

= od lz&a - — 3» )o„ ] 

6. Adjust the concentrated susDensioj^to a final 
FINAL OD 1/100 - 

od im - 


7. 


ius|ensi^ju 

Pipet 10-mls of the OD 10 suspension to each of 2 tubes. 

2 x 1Q 9_ £fu/dose -10e9 LD50 INOCULUM 


6kJ K> « 

in a volume of 24 m 


[10 x 10icfu/ml inoculum] 

8. Prepare the lower doses by diluting the QD 10 suspension: . r 

10e8^f#10e7^C65Sr— 'O^ lC$ , /oV *- /fo LM <5tx 

10e4r1^ety,"*arfd^1Oe2nDS0s _ 

^)0'\PfP 

10e8 : Add 2.5 ml OD 10 «$^S,5_mls HIB. 

Transfer 10 mis of *T ube to each of 2 tubes, for the inoculum: 
INOCULUM [108LD50S]- [2x108/dose; 1 x 109/ml] 


d) 
(2) 
(3) 


10e7 : Add 2.5 ml of 10e8 tube to 22.5 mis HIB. 

Transfer 10 mis of the dilution to each of 2 tubes, for the inoculum: 
^ INOCULUM [107LD50S]- [2x107/dose; 1 x 108/ml] 

*V<z s j /Q<t < • M 

Dilute further for lower LD50s: 

Add 0.2 ml of IfieA Inoculum to 1.8 mis HIB [=10e6 -L ( D50s] 
Add 0.5 ml of (1) fo^^mls HIB [=10e5 LD50s]. 

1Qe4 : 
Add 2.5 ml of tube 
Transfer 10 


N 10. 


11. 


2) to 22.5 m is HIB. 
]s of Tube (3) to each of 2 tubes, for the inoculum: 
INOCULUM \f104LD50s]- [2x10«/dose; 1 x 105ml] 


(4) 


(5) 


1 0e3 

Add 2.5 ml of tube (3) 
Transfer 10 mis 


a^mls HIB. 

if Tube (4) to each of 2 tubes, for the inoculum: 
[10*LD50s]- [2x103/dose; 1 x lO^rnl] 


INOCULUM 

1 0e2 

Add 2.5 ml of tube (4) to 2^.5 m is HIB. 

Transfer 10 mis of tube (5) to each of 2 tubes, for the inoculum: 
INOCULUM [102LD50S]- [2x102/dose; 1 x 103mt] 

Dilute further smd plate dilutions on SBAP: 

Add §JLM of m to U_mls HIB. 

Add 0.2 ml of Mto JL8_mls HIB. r , .v , h 

Plated on SBAP: ¥ (2), fc(3), ffi), WT^ 


Counts: 

RESULTS : 

strain 

C092 


10e9 LD50 Inoculum = 10e10 cfu/mi 

/ ,fex 10e9/dose - - 


I X 1Qe9 LPSQs 


target no. LD50s fno cfu] 
10e9 [2 x 10e9 cfu] 
10e8 [2 x 10e8 cfu] 
10e7 [2 x 10e7 cfu] 


1 1 

it 


no. cfu/dose 


fha| no, LD50§ 


10e4 [2 
10e3 [2 
10e2 [2 


10e4 cfu] 
10e3 cfu] 
10e2 cfu] 



K/O 
A fO 
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plaque-sc challenge .12/5/96 


Dec. 9. 1996 


SUBCUTANEOUS CHALLENGES • Dose Calculations 


P.l.s : MAJ J. Adamovicz, LTC Anderson, COL Friedlander 

I- 

Experiment : To decide whether F1-V or F1+V offers better protection against high dose 
'' parenteral challenges of C092 and C12. 


No. mice Strain Dose fNo. LD50s1 No. cfu/dose (0.2 mil No. cfu/ml inoculum 

50 C092 10e2 1.8 x 10e2 9-10 x 10e2/ml 

35 u 10e3 1.8.x 10e3 9-10 x 10e3/ml 

35 ■ 10e4 1.8 x 10e4 9-10 x 10e4/ml 

50 ■ 10e7 1.8 x 10e7 9-10 x 10e7/ml 

50 " 10e8 1.8 x 10e8 9-10 x 10e8/ml 

50 u 10e9 1.8 x 10e9 9-10 x 10e9/ml 


No. mk?e Strain Dose (No. LD50s1 

70 C12 10e7 9.1 x 10e7 4.55 x 10e8/ml 

5 0 " 10e8 9.1 x 10e8 4.55 x 10e9/ml 

50 " 10e9 9.1 x 10e9 4.55 x 10e10/ml 


C092 : 12/5/96 - 

Counts: 10e9 LD50 Inoculum = 0.80 x 10e10 cfu/ml 

1.6 x 10e9/dose-- 0.89 x 10e9 LD50s 


RESULTS : 

strain taroet no. LD50s fno cful no. cfu/dose final no. LD50s 

C092 10e9 [1.8-2 x 10e9 cfu] 1.6 x 10e9 0.89 x 10e9 

1068 [1.8-2 X 1068 Cfu] 1.6 X 1068 0.89 X 1068 

10e7 [1.8-2 x 10e7 cfu] 1.6 x 10e7 0.89 x 10e7 


10e4 [1.8-2 x 10e4 cfu] 1.6 x 10e4 0.89 x 10e4 
10e3 [1.8-2 x 10e3 cfu] 1.6 x 10e3 0.89 x 10e3 
10e2 [1.8-2 x 10e2 cfu] 1.6 x 10e2 0.89 x 10e2 


plagu<?-challencie,sg12/£/96 


Dec. 5. 1996 


SUBCUTANEOUS CHALLENGES 

P.l.s : MAJ J. Adamovicz, LTC Anderson, COL Friedlander 

Experment: To decide whether F1-V or F1+V offers better protection against high dose 
parenteral challenges of C092 and C12. 


No- mice 


Strain 



Pose TNQ, LP5Qs1 No. cfu/dose (0.2 mil No. cfu/ml inoculum 


50 


C092 

10e2 

1.8 

x 10e2 

9-10 

x 10e2/ml 

35 


u 

10e3 

1.8 

x 10e3 

9-10 

x 10e3/ml 

35 


u 

10e4 

1.8 

x 10e4 

' 9-10 

x 10e4/ml 

50 


u 

10e7 

1.8 

x 10e7 

9-10 

x 10e7/ml 

5 0 


u 

10e8 

1.8 

x 10e8 

9-10 

x 10e8/ml 

50 


a 

10e9 

1.8 

x 10e9 

9-10 

x 10e9/ml 

No. n 

lice 

StraJn 

Pose rNo. LD50S] 





70 


C12 

10e7 

9.1 

x 10e7 

4.55 

x 10e8/ml 

50 


u 

10e8 

9.1 

x 10e8 

4.55 

x 10e9/ml 

50 


u 

10e9 

9.1 

x 10e9 

4.55 

x 10e10/ml 


Highest Dose (10e9 LD50s): NEED 4.55 x 10e10/ml - - 

Need OD620 = 23 -46 [based on an OD620 of 1.0 = 1-2 x 10e9/ml]. 

Volume needed = 25 mis 


FINAL 


OD 
OD 


1/100 - , „ . 




1. Streak a combination of 30 TBAB slants/plates with the Master Seed of C12. 

Incubate 3 days at room temperature, 

2. Harvest by suspending each plate or slant in 4 mis of HIB. 

Should have a total of ^120 mis cells. 

3. Collect in a GSA bottle. Centrifuge for 8 min. at 8000 rpm. 

4. Suspend the pellet completely in approx. 1/5 the original volume (fc 

5. Dilute the concentrated suspension 1/10. Read OD620 of a 1/5 arid VVQ dilution of the 
diluted suspension, for final dillutions of 1/100 and 1/50: 

OD 1/100 - 

OD 1/50 - 

6. Adjust the concentrated suspension to a final OD = 4 frt) [ 35 - 45] in a volume of 24 mis 
HIB - fcMMl— ^W'Z' , - , 



7. Pipet 10-mls of the OD 40 suspension to each of 2 tubes. 

9.1 x 103 - cfu/dose -10e9 LD50 INOCULUM 
f4.6 x 10lflcfu/ml inoculumj 

8. Prepare the lower doses by diluting the OD 40 suspension: 10e8 and 10e7 LD50s. 

10e8 : Add 2.5 ml OD 40 to 22.5_mls HIB. 

Transfer 10 mis of Tube (1) to each of 2 tubes, for the inoculum: 


INOCULUM [108LD50S]- [9.1x1 08/dose; 4.6 x 109/ml] 

10e7 : Add 2.5 ml of 10e8 tube to gUjnls HIB. 

Transfer 10 mis of the dilution to each of 2 tubes, for the inoculum: 
INOCULUM [107 LD50s] - [9.1x107/dose; 4.6 x 108/ml] 

9. Dilute further and plate dilutions on SBAP: 

(1) Add 0.2 ml of 10e7 Inoculum to 1.8 mis HIB 

(2) Add a,2_riilof (1) to ULmls HIB. 

(3) Add 0.2 ml of (2) to 1.8 mis HIB. 

(4) Add p J 2_mJ of (3) to L8_mls HIB. 

(5) Add fi 1 2_mi of (4) to L8_mls HIB. 

(6) Add £L2_ml of (5) to LS_mls HIB. 

(7) Add 0,2_mJ of (6) to U_mls HIB. 


10. Plated on SBAP: 5(3), 6(3), 7(3) 
1 1 a 7 fa"? 

l&MSSr. RE SULTS - /k . „ . , ?, ? , ^ r f ? . 

-6 = 4 \«< \ H M±<2^ — ■ 

-7= "7 ( i^<_ J ^*z**%ettim\ - 

SUBCUTANEOUS 

sliain target no. LDSQs [no cfu] no. cfu/dose final no. ldsos 
C12 109 [9.1 x 109 cfu] 


C092 : 

Highest Dose (10e9 LD50s): NEED 10 x 10e9ml - - 

Need OD620 = 19_ [based on an OD620 of 1.0 = 1-2 x 10e9/ml]. 

Volume needed = 25 mis 

1. Streak 10 TBAB slants with the Master Seed of C092. ^ 

Incubate 3 days at room temperature. \ \) ~\z> 

2. Harvest by suspending each slant in 4 mis of HIB. 

Should have a total of ^40 mis cells. 

3. Collect in a GSA bottle. Centrifuge for 8 min. at 8000 rpm. 

4. Suspend the pellet completely in approx. 25 mis HIB. 

5. Dilute the concentrated suspension 1/10. Read OD620 of a 1/5 and 1/10 dilution of the 
diluted suspension, for final dillutions of 1/100 and 1/50: 

OD 1/1QQ - 

OD 1/50 - 

6. Adjust the concentrated suspension to a final OD = 10.0 in a volume of 24 mis . 

f,nal s^/^saPyo 

7. Pipet 10-mls of the OD 10 suspension to each of 2 tubes. , 

2^x_JfiSLciuZdfise.-10e9 LD50 INOCULUM Lo.1 t Qc) 


t 


TO : Jeff Adamovicz, COL. Anderson, COL Friedlander 
1/27/97 : RESULTS: Plate counts : Sc Challenge Inocula 
c^ipnurANEOUS 

strain target np H LP5Q$ [no PfM] no. cfM/do?9 final no, LP5Q$ 

C12 107.8,9 [9.1 x 109 C fu] 9.7 x 10e7,8,9 1.0 X 107,8,9 


Sue 
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